High MYCN expression enhances glycolysis and oxidative phosphorylation in neuroblastoma Neuroblastoma cells with MYCN-amplification display de novo glutamine synthesis MYCN-amplified cells show fatty aciddependent mitochondrial respiration Fatty acid oxidation is a vulnerability in MYCNamplified neuroblastoma Oliynyk et al., iScience 21,
INTRODUCTION
Neuroblastoma (NB) is a heterogeneous childhood tumor of the sympathetic nervous system, originating from embryonal neural crest cells (Brodeur, 2003; Cheung and Dyer, 2013) . MYCN-oncogene amplification is a strong clinical marker of aggressive disease and poor outcome and is present in 40% of high-risk cases (Maris, 2010; Peifer et al., 2015) . Importantly, an overall elevated MYC signaling is also predictive of highrisk and stage of the disease, independently from MYCN-amplification (Fredlund et al., 2008) .
The MYCN transcription factor belongs to the MYC family of oncoproteins (comprising MYCN, c-MYC, and MYCL), whose expression is deregulated in a vast number of human cancers. MYC overexpression is functionally linked to most aspects of tumorigenesis (Dang, 2012; Meyer and Penn, 2008) and is involved in the regulation of nucleotide biosynthesis, ribosome and mitochondrial biogenesis, and other metabolic processes (Miller et al., 2012) . Furthermore, MYC-regulated proliferation is associated with enhanced activity of mitochondrial processes, and MYC inhibition decreases metabolic activity of cancer cells, leading to reduced proliferation. In addition, it has been shown that MYC overexpressing cells use both oxidative phosphorylation (OXPHOS) as well as glycolysis for energy production (Morrish et al., 2008) .
Despite an increasing recognition of the importance of tumor metabolism for cancer aggressiveness and progression, still very few reports exist on the metabolic properties of MYCN-amplified tumors. We have previously shown that MYCN inhibition in MYCN-amplified neuroblastoma cells leads to accumulation of cytoplasmic lipid droplets, a phenomenon linked to mitochondrial dysfunction and inhibition of fatty acid oxidation (Zirath et al., 2013) .
Here, we have characterized the consequences of central metabolic alterations in NB. To obtain a deeper understanding of the role of MYCN in regulating metabolic changes in NB cells, we downregulated MYCN followed by an integrated analysis combining quantitative mass spectrometry proteomics (Branca et al., 2014) with transcriptome analysis of patient datasets (Kocak et al., 2013) . Metabolic properties of neuroblastoma cells were characterized by functional assays and metabolic tracing experiments. Our findings show that MYCN-amplified NB cells and tumors display prominent protein and gene expression alterations in metabolic genes compared with non-MYCN-amplified NB, indicative of overall activated mitochondrial Gene Set Enrichment Analysis (GSEA) identified metabolism as one of the most affected processes in NB cells. We asked if these differences in protein levels in vitro relate to gene expression differences in NB patients ( Figure 1 ). To this end, we compared metabolic proteins affected by MYCN regulation with mRNA expression data from neuroblastoma primary tumors (Kocak et al., 2013) . The proteomics data show up-(in red) and downregulated (in blue) proteins upon MYCN downregulation. Notably, we observed that the protein expression pattern after MYCN downregulation in vitro was opposite to the mRNA expression Heatmap displaying proteins involved in metabolic processes (left) and mRNA levels of the corresponding genes in NB patients (right). Red: upregulation; blue: downregulation. MYC signaling was inferred using gene expression (Fredlund et al., 2008) . Top: the MYCN-amplified (MNA) cases were separated and the remaining samples were then subdivided into quartiles of inferred MYC signaling (Q1-4). The heatmap to the left shows changes in protein expression upon MYCN downregulation in BE(2)sh MYCN cells for 24 and 48 h, and the right heatmap shows the expression of the corresponding genes in 612 neuroblastoma patients (Kocak et al., 2013) divided according to MYC signaling or MNA cases as indicated. See also Figure S1 .
iScience 21, 188-204, November 22, 2019 189 levels of the corresponding genes in patients with MYCN-amplification, whereas it showed a similar pattern to that of patients with lower MYC signaling ( Figure 1 and Table S2 ). This highlights the adequacy of our in vitro model system to study the impact of MYCN on metabolic processes while reflecting MYCN-associated expression patterns in patients. These data suggest that MYCN-amplification alters key metabolic pathways as glycolysis and gluconeogenesis, fatty acid biosynthesis, citric acid cycle, mitochondrial electron transport chain, glutathione metabolism, and redox enzymes ( Figures S2-S4 ).
MYCN Levels Are Linked to Metabolic Programs and Clinical Outcome
Analysis of gene and protein expression in BE(2)sh MYCN ON versus BE(2)sh MYCN OFF cells revealed prominent differences in the main metabolic pathways. Combined mapping of mRNA and protein expression shows altered levels of several glycolytic enzymes ( Figure S2 ), including hexokinase isoform 2 (HK2), which has been previously implicated in NB (Klepinin et al., 2014) . We next analyzed overall survival in two neuroblastoma patient cohorts with similar proportions of MYCN-status and patient data covering all five INSS stages ( Figure S1E ; Kocak et al., 2013; Molenaar et al., 2012) . High levels of HK2 were correlated with poor clinical outcome (Figures 2A and S1F ) and we also observed that HK2 expression was related to MYCN levels in NB tumors and cells ( Figures 2B and 2C ).
In addition, enzymes of the tricarboxylic acid cycle (TCA) and the electron transport chain (ETC) were also overexpressed in MYCN-amplified cells and tumors ( Figures S2 and S3 ). The enzymes citrate synthase (CS), isocitrate dehydrogenase isoform 2 (IDH2), and alpha ketoglutarate dehydrogenase-like (OGDHL) were found to have enhanced expression both at the mRNA and at the protein levels in MYCN-amplified cells and patients ( Figure S2 ). High mRNA expression of the genes encoding the majority of TCA enzymes significantly correlated to poor patient survival ( Figure S2) . Importantly, we also demonstrated major alterations at the protein and mRNA levels of complexes of the ETC and in the ATP synthase ( Figure S3 ). Most of these respiratory subunits were upregulated in MYCN-amplified cells and tumors, although some subunits were also found to be downregulated. Notably, high expression of the MYCN-associated respiratory subunit genes correlated to poor overall survival ( Figure S3 ).
Gene and protein expression data showed an enhanced expression of key antioxidant-mediating enzymes in MYCN-amplified cells and tumors ( Figure S4 ). Among them were several enzymes of glutathione metabolism (Figures S4A and S4B) and of glutathione-linked ROS detoxification ( Figure S4C ). Furthermore, members of the peroxiredoxin ROS scavenger system, including peroxiredoxin 6 (PRDX6), were upregulated in MYCN-amplified tumors and/or cells ( Figure S4C ). High mRNA expression levels of the majority of the MYCN-associated antioxidant regulating enzymes ( Figure S4C ) correlated to worse prognosis and a reduced overall survival in NB patients. We investigated the impact of MYCN expression on OXPHOS in NB cells in more detail. Gene set enrichment analysis (GSEA) of the protein profile of BE(2)sh MYCN cells demonstrated that proteins positively regulated by MYCN were associated with aerobic respiration and mitochondrial translation processes (Figure 2D) . Data analysis suggested that the majority of mitochondrial proteins are overexpressed in MYCN-amplified NB cells and tumors ( Figure S2 and Table S1 ). The gene encoding the transcription factor nuclear respiratory factor 1 (NRF1), which regulates mitochondrial biogenesis through activation of key metabolic enzymes essential for mitochondrial translation and respiration (Huo and Scarpulla, 2001) , was found upregulated in MYCN-amplified cells and correlated to reduced survival probability in neuroblastoma patients ( Figure 2E and Table S1 ). We used transmission electron microscopy (TEM) to show intact mitochondrial architecture in BE(2)sh MYCN ON and Tet-21/N ON cells, whereas reduced electron density and an increased number of damaged cristae were found in the mitochondria of BE(2)sh MYCN OFF and of Tet-21/N OFF cells (Figures 2F and S1I) . Notably, MYCN downregulation was associated with decreased number as well as swelling of mitochondria (Figures 2F and SFI) . Members of both the mitochondrial fission as well as fusion machinery were upregulated in MYCN-amplified tumors and/or cells (Tables S1 and S2), including optic atrophy 1 (OPA1) and mitochondrial fission process 1 (MTFP1). In addition, high mRNA expression levels of OPA1 and MTFP1 correlated with worse prognosis and reduced overall survival in NB patients (Figures 2G and S1J) .
Although the analysis of whether the regulation of metabolic genes occurred by direct or indirect transcriptional activity of MYCN is out of the scope of the present study, we compared the 313 metabolic proteins from our proteomics analysis shown in Figure 1 with a list of direct MYCN targets in neuroblastoma cell lines previously published (Hsu et al., 2016) . These authors used chromatin-immunoprecipitation (ChIP)-sequencing to identify direct MYCN target genes. We found that 45 of our proteins were present in their list of MYCN targets and importantly, that the direction of the shMYCN regulation of these proteins was in all cases contrary to the action of MYCN (activation/repression) these authors describe for the corresponding genes. Thus, if MYCN activates a particular gene, we observed that shMYCN downregulated the corresponding protein and vice versa for all of these 45 proteins (Table S3 ). MYCN could indirectly modify the levels of the other proteins shown in Figure 1 through the plethora of transcriptional regulators (Kocak et al., 2013; Fredlund et al., 2008) . (C) Immunoblot showing HK2 protein expression after treatment of BE(2)sh MYCN cells with 2 mg/mL doxycycline as indicated. Representative blot from three independent experiments is shown; a-tubulin was used as a loading control. (D) Gene Ontology (GO) aerobic respiration and mitochondrial translation enrichment plots (using c5.bp.v5.2.symbols.gmt gene set derived from the Biological Process Ontology) in BE (2) controlled by this oncoprotein (Hsu et al., 2016) or by other regulatory loops. Furthermore, additional proteins affected by shMYCN could be direct MYCN-targets not identified by Hsu et al. (2016) . In summary, our data analysis suggests that MYCN increases expression of glycolytic and mitochondrial enzymes and highlights the importance of metabolism in mediating tumor aggressiveness in MYCN-amplified NB.
MYCN Increases the Glycolytic and OXPHOS Capacity of MYCN-amplified NB Cells
To investigate the functional impact of MYCN on metabolism in NB cells we employed extracellular fluxbased analyses. We compared the glycolytic capacity of three cell lines in which MYCN expression can be regulated with doxycycline, BE(2)sh MYCN, Kelly shMYCN, and Tet-21/N (Figures S1B and S1H), before and after MYCN downregulation, as well as of non-MYCN-amplified NB cells. Glycolytic parameters (basal glycolysis, glycolysis, glycolytic capacity, and glycolytic reserve) were assessed by measuring the extracellular acidification rate (ECAR) ( Figure S5A ). We found that all parameters were significantly reduced after 72 h of MYCN inhibition in two different MYCN-amplified NB cell lines and in the Tet-21/N MYCN-overexpressing NB cell line ( Figures 3A and 3B ). Examination of the ECAR in the non-MYCN-amplified SH-EP, SK-N-SH, and SK-N-AS NB cell lines revealed reduced ECAR for all glycolytic parameters in comparison with BE(2)sh MYCN cells ( Figure 3A ). Taken together, our results demonstrate that MYCN-amplification is associated with enhanced glycolytic activity in NB.
Next, we analyzed key parameters of respiration in several MYCN-amplified and non-MYCN-amplified NB cells by measuring the oxygen consumption rate (OCR) ( Figure S5B ): basal, ATP-coupled, maximal/uncoupled respiration, as well as the spare/reserve respiration. Our analysis showed that MYCN-amplified NB cells and MYCN-overexpressing Tet-21/N cells displayed increased OCR levels compared with non-MYCN-amplified NB and cells with MYCN downregulation ( Figures 3C and 3D ). Both basal and maximal respiration were significantly higher in BE(2)sh MYCN ON cells compared with cells after 72 h of MYCN downregulation (BE(2)sh MYCN OFF) or non-MYCN-amplified NB cells ( Figures 3C and 3D ). In addition, ATP-coupled and increased uncoupled respiration indicated that MYCN expression promotes energy production via oxidative phosphorylation. Together, gene expression and functional assays demonstrate that MYCN positively regulates mitochondrial respiration in MYCN-amplified NB cells.
To evaluate the ability of the cells to regulate both glycolytic flux and mitochondrial respiration as a response to induced metabolic stress, we used the ATP synthase inhibitor oligomycin and the mitochondrial uncoupler FCCP, respectively ( Figure 3E ). Inhibition of ATP synthase forced all cell lines to increase the glycolysis rate to compensate for the lack of mitochondrial energy production to a similar extent, independently of their MYCN status ( Figure 3F ). Uncoupling of ETC by FCCP increased mitochondrial respiration to maximum levels. Although all cells increased OXPHOS upon uncoupling, the elevation was significantly higher in BE(2)sh MYCN ON cells in comparison to MYCN OFF, SH-EP, and SK-N-SH cells ( Figure 3F ). In conclusion, we found that the stressed phenotype of the BE(2)sh MYCN ON cells was characterized by a shift in the metabolic balance toward robustly increased oxidative phosphorylation as well as enhanced aerobic glycolysis. In contrast, BE(2)sh MYCN OFF, SH-EP, and SK-N-SH cells increased glycolysis in a similar range but were not able to generate such a strong OXPHOS stress response.
Contribution of Glucose, Glutamine, and Fatty Acids to OXPHOS
The obtained results indicated that MYCN-amplified NB cells are characterized by both enhanced glycolysis and mitochondrial respiration. We next analyzed the contribution of the three crucial mitochondrial fuels-glucose, glutamine, and fatty acids. We measured OCR in the presence or absence of specific inhibitors of the corresponding oxidation pathways. We used UK5099, an inhibitor of the mitochondrial pyruvate transporter (MPT), to evaluate the impact of glucose on respiration, whereas the fatty acid oxidation pathway was inhibited by etomoxir, which inhibits carnitine palmitoyltransferase 1 (CPT1C), the ratelimiting enzyme of b-oxidation. To determinate glutamine oxidation we employed the kidney-type glutaminase 1 (GLS1) inhibitor BPTES. The decreased respiration in response to inhibition of the oxidation pathways determinates the capacity of the cells to oxidize a particular fuel. We found that approximately 65% of the mitochondrial respiratory capacity in MYCN-amplified NB cells was dependent on fatty acid oxidation (FAO) (Figures 4A, 4B, S5C, and S5D) . Surprisingly, our results demonstrated glutamine independence of mitochondrial respiration in MYCN-amplified NB cells compared with non-MYCN-amplified NB and MYCN OFF cells ( Figures 4A and 4B ). Thus, our data suggest that fatty acids are an important fuel for mitochondrial respiration in NB cells. Indeed, mitochondrial oxidation of glutamine was significantly lower than oxidation of fatty acids and/or glucose in MYCN-amplified NB cells. Furthermore, the ability to oxidize glutamine was increased in BE(2)sh MYCN OFF cells compared with BE(2)sh MYCN ON cells. In addition, oxidation of glutamine was also higher in SH-EP non-MYCN-amplified cells than in BE(2)sh MYCN ON cells or in Neuro-2A mouse neuroblastoma cells, and similar to the BE(2)sh MYCN OFF cells ( Figures 4A and 4B ). Since glutamine is a substrate commonly oxidized in cultured cells, the low glutamine oxidation in BE(2)sh MYCN ON NB cells was unexpected. To evaluate the impact of glucose and glutamine on cell survival we determined the viability of MYCN-amplified NB cells upon starvation conditions. Five days of glucose deprivation resulted in 90% reduction of viable BE(2)sh MYCN ON, SK-N-BE(2), and Tet-21/N cells. In contrast, glutamine withdrawal alone reduced cell viability only by 30% compared with complete medium conditions, and MYCN-amplified NB cells demonstrated glutamine independent proliferation after an initial adaptation time (Figures 4C and 4D) . Taken together, our results highlight a low glutamine oxidation rate and only a small impact of glutamine starvation in highly proliferative MYCN-amplified NB cells.
Neuroblastoma Cells Are Able to Synthesize Glutamine
As mentioned above, when we compared the ability of NB cells to oxidize glucose, glutamine and fatty acids, we found that MYCN-amplified NB cells display reduced glutamine oxidation and the ability to survive glutamine starvation. To further investigate this phenotype, we performed isotope tracing experiments with U-13 C 6 -glucose and U-13 C 5 -glutamine, respectively. In BE(2)sh MYCN ON cells, glucose was a major source of TCA cycle carbon, because U-13 C 6 -glucose cultures exhibited 55% 13 C enrichment of citrate, with a prominent 13 C 2 mass isotopomer ( Figure 5A ), and 64% of acetyl-CoA, mainly as 13 C 2 ( Figure 5B ), whereas U-13 C 5 -glutamine gave only 4% 13 C enrichment in a-ketoglutarate, mostly as 13 C 5 ( Figure 5C ). After MYCN inhibition, the glucose contribution to citrate and acetyl-CoA diminished somewhat ( Figures 5A and 5B ), whereas glutamine contribution to a-ketoglutarate and citrate increased markedly ( Figures 5A-5C ), suggesting a switch toward oxidation of glutamine, presumably by activation of glutaminase. In addition, the contribution of glucose to other intermediates of the Krebs cycle decreased in MYCN OFF cells as well ( Figures S6A and S6B ). In both conditions, about one-third of TCA cycle carbons were derived from an unknown ( 12 C) source, potentially fatty acids.
We noted that most of the intracellular glutamine was not labeled from U-13 C 5 -glutamine in BE(2)sh MYCN ON cells, suggesting that it was not derived from uptake from the medium. Instead, we found that a majority of the cellular glutamine was synthesized from glucose via a-ketoglutarate ( Figures 5C and 5D ). At this time point, the medium glutamine concentration was 1 mM, showing that this phenomenon was not due to the exhaustion of glutamine. In contrast, in BE(2)sh MYCN OFF cells, there was almost no glutamine synthesis, and instead most of the glutamine was derived from the medium ( Figure 5D ). Such glutamine synthesis pattern is uncommon in cancer cells. To support our findings, we performed tracing experiments with both U-13 C 5 -glucose and U-13 C 5 -glutamine in two different MYCN-amplified or overexpressing cell lines where we inhibited MYCN using the small chemical MYC/MYCN-inhibitor 10058-F4 (Muller et al., 2014) or by doxycycline. In SK-N-BE(2) cells, we obtained 60% 13 C 5 glutamine, indicating that the major part of glutamine carbons was derived from medium glutamine, but we also observed 13 C 2 , 13 C 3, and 13 C 4 mass isotopomers ( Figure S6C ), suggesting glutamine synthesis from glucose. In Tet-21/N cells, most glutamine appeared to be synthesized from glucose ( Figure S6D ), similar to BE(2)sh MYCN cells. In both cell lines, MYCN inhibition prevented de novo synthesis of glutamine. The lack of glutamine synthesis in MYCN OFF cells was likely mediated by inhibition of glutamate-ammonia ligase, because glutamate remained labeled from U-13 C 6 -glucose in BE(2)sh MYCN OFF cells ( Figure S6E ). In neither condition was glutamine converted to lactate (''glutaminolysis'') ( Figure S6F ).
Fatty Acid b-oxidation in MYCN-amplified NB Cells
The above results show that fatty acids greatly contribute to OXPHOS in MYCN-amplified cells (Figures 4A, 4B, S5C, and S5D), and a more detailed analysis of gene and protein data confirmed that MYCN-amplification was indeed linked to the expression of enzymes involved in FAO ( Figures 6A and 6B ). Specifically, we found that high expression of the genes encoding the enzymes involved in regulating the last key steps of FAO, including hydroxyacyl-CoA dehydrogenase (HADH), was associated with adverse outcome in neuroblastoma ( Figure 6A ).
To functionally assess the impact of MYCN expression on FAO, we measured OCR in the presence of BSAcoupled palmitate as an exogenous source of fatty acids, and compared with unconjugated BSA as control. Interestingly, MYCN positively regulated the capacity for FAO, because addition of palmitate resulted in a dramatic increase in both basal and maximal respiration rate in the BE(2)sh MYCN ON compared with BE(2) sh MYCN OFF and SH-EP non-MYCN-amplified cells ( Figure 6C ). These results suggest that MYCN increases the capacity to oxidize exogenous fatty acids. In contrast, all parameters of mitochondrial respiration remained low in non-MYCN-amplified NB cells.
Inhibition of Fatty Acid b-oxidation in MYCN-amplified NB Cells Reduces Tumor Burden
Our results showed that the metabolic phenotype of MYCN-amplified NB cells is characterized by high rates of OXPHOS. In addition, we found that fatty acids greatly contribute to mitochondrial respiration in MYCN-amplified NB cells. Analysis of the Kocak (Kocak et al., 2013) and Versteeg (Molenaar et al., 2012) datasets demonstrated a robust correlation between high expression of the gene encoding the rate-limiting enzyme of FAO, CPT1C, with poor prognosis in NB patients ( Figures 7A and S7A ), suggesting that CPT1 could be an attractive treatment target. To study the effect of FAO inhibition in NB, we treated SK-N-BE(2), SH-EP, and SK-N-AS cells with two different CPT1 inhibitors, etomoxir and teglicar. We observed that the viability of SK-N-BE(2) cells was significantly reduced after seven days with etomoxir or teglicar treatment compared with nontreated cells. In contrast, inhibition of b-oxidation did not have any effect on SH-EP or SK-N-AS cells, suggesting that MYCN-amplified cells are more dependent on the FAO pathway ( Figures 7B and S7B ). We also found that treatment with both compounds resulted in the accumulation of lipid droplets ( Figure S7F ) according to our previous data on etomoxir (Zirath et al., 2013) . In addition, delipidized FBS significantly reduced the number of alive SK-N-BE(2) cells compared with cells in complete FBS, whereas SH-EP cells cultured under the same conditions were less sensitive to the reduction of available lipids in the medium ( Figure 7C ). Furthermore, we found a significant decrease in size of soft agar colonies formed by SK-N-BE(2) cells upon etomoxir treatment ( Figure 7D ) and a robust reduction in colony number by teglicar ( Figure S7C ). In addition, we observed that inhibition of b-oxidation in tumor spheres derived from tumors from the TH-MYCN mouse model resulted in increased expression of the neural differentiation marker tyrosine hydroxylase (TH) ( Figure 7E ). Together our results indicate the importance of FAO for MYCN-amplified NB proliferation and survival. Next, we analyzed the therapeutic effect of FAO inhibition in vivo using two different MYCN-amplified NB cell lines. Nude mice were subcutaneously injected with SK-N-BE(2) or IMR32 cells followed by etomoxir treatment. From day five onwards, we detected a significant decrease in tumor volume index in the treated mice compared with control animals in both experiments ( Figures 7F [left panel] and S7D). This result was verified by analysis of tumor weight at endpoint ( Figure 7G ). Staining of the tumors derived from the in vivo experiment demonstrated decreased expression of MYCN, the proliferation marker Ki67, as well as the master regulator of hypoxia signaling, HIF1a, upon etomoxir treatment ( Figure 7H ). To analyze any selective effect of CPT-1 inhibition on MYCN-amplified neuroblastoma tumors we next conducted an in vivo study using non-MYCN-amplified cells. Nude mice were injected with SK-N-AS cells followed by etomoxir injection. In contrast to the results obtained using SK-N-BE(2) and IMR32 cells, six days of etomoxir treatment did not have any effect on tumor volume index and/or tumor weight of the SK-N-AS tumors ( Figure 7F Staining of the SK-N-AS tumors showed that etomoxir treatment did not impact expression of any of the proteins analyzed ( Figure S7G ). Together, our data demonstrate that NB cells are differentially sensitive to FAO inhibition depending on their MYCN status.
DISCUSSION
During tumor progression, cancer cells need to adjust their metabolic activity in order to maintain high biosynthetic rates needed for rapid cell growth, despite conditions of low nutrient and oxygen availability, and these adaptations are crucial for cancer cell survival. This metabolic rewiring guarantees a rapid energy supply in the form of ATP and a stable source of intermediary metabolites and reducing equivalents needed for the synthesis of new biomass and the control of redox homeostasis (Deberardinis and Chandel, 2016) . The relevance of metabolic alterations for tumor biology has resulted in numerous clinical trials based on agents targeting tumor metabolism that have been initiated during the last decade (Luengo et al., 2017) . Some of them have already been approved for the treatment of specific tumor types, including the mTOR inhibitor Everolimus for the treatment of metastatic renal cell carcinoma (Polivka and Janku, 2014) . The proliferation rate of several malignances requires high glucose level and may be sensitive to inhibition of glucose transporters (Hay, 2016) . The combination of antioxidants or ROS-modulating agents with chemotherapy results in increased efficacy of treatment of patients with neck and head cancer (Kawecki et al., 2007; Shapiro et al., 2005) . However, very little is known regarding the metabolic features of MYCN-amplified tumors, and, specifically, neuroblastoma. Furthermore, to directly target the transcriptional activity of MYC proteins continues to be a major challenge (Dang et al., 2017) . Therefore, targeting processes downstream of MYCN could represent a successful approach to inhibit MYCN-driven malignancies. Understanding how MYCN alters the metabolic properties of NB could help to develop novel therapeutic strategies. To explore possible clinical applications of targeting metabolic processes in MYCN-amplified NB requires an accurate and detailed picture of possible metabolic aberrations. Here, we have used the combined information from mRNA and protein expression data, placed into a biological context when integrated with functional analysis, to depict the main metabolic features of this disease. We show that MYCN correlates with metabolic gene and protein expression programs in NB and that MYCN functionally affects major aspects of cell metabolism in NB cells.
Notably, the overlay between proteins and mRNAs not only revealed an overlap between in vitro and patient data but also displayed dependency on MYC signaling level. This detailed overview of the MYCNassociated metabolic processes in NB, based on the analysis of gene and protein expression data, allowed us to expose that MYCN-amplified cells and tumors display enhanced expression of proteins and genes involved in glycolysis, OXPHOS, and ROS detoxification. These data provide important clues of the metabolism in MYCN-amplified tumors that could be exploited for the development of therapeutic approaches.
An increased glycolytic flux is a characteristic feature of most cancers and is advantageous mainly because it provides energy during conditions of low oxygen levels and for the generation of chemical building blocks needed for anabolic processes used by cancer cells (Deberardinis and Chandel, 2016) . Although previous reports have suggested NB cells and tumors to highly depend on glycolysis for survival and malignancy (Levy et al., 2012; Matsushita et al., 2012) , here we could demonstrate for the first time that MYCN enhances OXPHOS in NB cells. It is generally believed that metabolic remodeling is a dynamic process that varies depending on the stage of tumorigenesis (Deberardinis and Chandel, 2016) . In this regard, although glycolysis activation is a hallmark of many tumors, there is an increasing appreciation of the importance of mitochondria for cancer cell survival, including the oxidation of substrates such as glucose, glutamine, and fatty acids. In fact, under some circumstances during the tumorigenic process, neoplastic cells may be critically dependent on mitochondria and oxidative phosphorylation rather than on glycolysis (Vyas et al., 2016) . There is also evidence for tumors with the capacity to switch between glycolytic and oxidative metabolism under conditions of limiting substrate accessibility, and in response to hypoxia (Deberardinis and Chandel, 2016) . As other tumorigenic events, this metabolic adaptation is likely to be a consequence of the actions of oncogenes and tumor suppressors (Nagarajan et al., 2016) .
Here we show that neuroblastoma cells rely both on glycolysis and OXPHOS for energy production, but the metabolic program driven by MYCN-amplification seems to depend to a greater extent on OXPHOS. Both OXPHOS capacity and glycolytic rate are significantly reduced following MYCN downregulation in NB cells and are lower in non-MYCN-amplified cells compared with amplified, showing that both pathways are positively associated to MYCN expression. However, simulation of energy demand condition demonstrates the ability of MYCN-amplified cells to increase OXPHOS-dependent ATP production to a greater extent than non-amplified cells. On the contrary, glycolytic parameters are MYCN independent upon stress, as both MYCN-amplified and nonamplified cell lines increased glycolysis to a similar extent. Of importance for possible therapeutic interventions, the analysis of patient gene expression data and proteomics results shows that high MYCN levels are associated with elevated expression of key enzymes involved in glycolysis and the citric acid cycle and with alterations in the levels of respiratory chain proteins. High expression of a vast majority of the corresponding genes correlates to poor survival of NB patients. We analyzed the impact of the expression levels of specific metabolic genes on neuroblastoma patient survival using the Kocak cohort (Kocak et al., 2013) , one of the biggest publicly available neuroblastoma datasets covering gene expression data for 649 patients from all five INSS stages of the disease. We validated the results using a second independent dataset (Molenaar et al., 2012) with a similar proportion of MYCN-amplified and non-MYCN-amplified patients as the Kocak cohort and with patient data from the five INSS stages. Our results suggest that targeting these enzymes or pathways could provide therapeutic opportunities for neuroblastoma treatment not explored to date.
Additionally, increasing evidence show that selection of alterations that cause escape from oxidative damage is an important mechanism of metabolic adaptation in tumors (Rodic and Vincent, 2018) (Helfinger and Schroder, 2018) and has been linked to chemotherapy resistance in cancer stem cells (Diehn et al., 2009 ). Among the different functional mitochondrial protein categories and gene programs in our data were enzymes involved in ROS detoxification, including members of the peroxiredoxin system and those regulating cellular GSH levels. MYCN-amplified tumors are likely to have higher energy demand due to increased proliferation rate. Thus, they may compensate the increased ROS production due to increased OXPHOS by upregulation of these ROS detoxication systems required for cell survival.
Fatty acids, glucose, and glutamine are crucial substrates for Krebs cycle function and mitochondrial energy production in many cancer types (Boroughs and Deberardinis, 2015) . In fact, nutrient dependency is recognized as a feature of MYC-transformed tumors (Dang, 2012) . Several studies have demonstrated glutamine addiction of cancer cells driven by MYC (Wise et al., 2008; Wise and Thompson, 2010) , although MYC is also able to induce glutamine synthesis in a mouse model of NSCLC (Yuneva et al., 2012) . Here we demonstrate that neuroblastoma cells are able to fuel oxidative metabolism using different substrates, with fatty acids and glucose as the major sources, and with limited contribution of glutamine in MYCN-amplified cells. Importantly, these cells are able to perform de novo glutamine synthesis based on metabolic tracing experiments showing uptake of U-13 C 6 -glucose for glutamine synthesis in MYCN-amplified cells. In spite of glutamine being the most abundant amino acid in plasma (Smith and Wilmore, 1990), intra-tumoral availability of glutamine might be restricted due to limited vascularization and nutrient diffusion. Notably, MYCN-amplified cells are able to survive glutamine starvation and even support cell growth after an initial period of adaptation. Our data may explain the adaptability and high aggressiveness of MYCN-driven tumors and provide new information about neuroblastoma biology.
As mentioned above, both glucose and fatty acids are the major substrates for OXPHOS in MYCN-amplified neuroblastoma cells. Previous studies have determined the feasibility of targeting glucose utilization as a strategy to treat neuroblastoma (Aminzadeh et al., 2015) . Since no previous reports have approached the impact of lipid catabolism in neuroblastoma, here we characterized the therapeutic potential of interfering with fatty acid oxidation in this tumor. Stimulation of FAO can provide a mechanism for survival in the absence of glucose by contributing to cytosolic NADPH levels and ATP supply by OXPHOS (Bellance et al., 2009; Carracedo et al., 2013) . We found that MYCN is linked to multiple changes in the mRNA and protein expression levels of b-oxidation-associated enzymes. Acyl-CoA dehydrogenases (ACADSs) are involved in regulating the first step of fatty acid oxidation. Importantly, protein expression of ACADSs were found to correlate inversely to NB patient survival, whereas those enzymes regulating the last key steps of b-oxidation (3-hydroxyacyl-CoA dehydrogenases [HADH] and 3-ketoacyl thiolase [ACAA2]) correlate with poor outcome when highly expressed ( Figure 6A ). High expression of gene encoding the b-oxidation ratelimiting enzyme CPT-1 also correlates with poor prognosis in NB patients. Hence, based on these observations, the picture of a potential role of b-oxidation in MYCN-amplified NB is not clear-cut. However, our results strongly suggest that fatty acids are a major substrate for OXPHOS-based energy metabolism in NB. Interestingly, we found that MYCN positively regulates the capacity for oxidizing exogenous fatty acids in NB cells. Furthermore, we showed that reduced availability of extracellular lipids, without any chemical intervention, diminished neuroblastoma cell viability in vitro. Together these findings reflect the overall induced OXPHOS capacity of MYCN-amplified NB cells, which includes the ability of oxidizing fatty acids. Accordingly, the CPT-1 small molecule inhibitors etomoxir and teglicar were able to reduce MYCN-amplified neuroblastoma cell viability and colony formation. Although etomoxir, an irreversible CPT1 inhibitor, has been described to be able to inhibit mitochondrial complex I, this occurs at concentrations much higher than those used in the present study (Yao et al., 2018) . Etomoxir reached Phase II clinical trials as an antidiabetic agent before being discontinued due to hepatic toxicity but continues to be widely used as a tool to study FAO in preclinical studies. Teglicar is a recently developed selective and reversible CPT1 inhibitor that also shows antidiabetic activity (Conti et al., 2011) . This molecule does not share a similar toxicity profile as etomoxir. While we and others have previously used etomoxir as a tool to inhibit FAO in neuroblastoma cells in vitro (Zirath et al., 2013; Nalecz et al., 1997; Zimmermann et al., 2017) , we show here for the first time that this FAO-inhibitor is able to reduce MYCN-amplified xenograft tumor growth in vivo. Importantly, we demonstrate that non-MYCN-amplified neuroblastoma tumor growth was not affected by FAO-inhibition, thus showing specificity for MYCN-amplification. In this respect it is intersting that b-oxidation of exogenous fatty acids delivered by nearby adipocytes to ovarian cancer cells was shown to be an important mechanism for tumor metastasis and rapid tumor growth (Nieman et al., 2011) . The outcome of our in vivo study demonstrated the therapeutic potential of FAO inhibition in MYCN-amplified NB and suggests that this approach may be used as a basis for the development of novel therapeutic strategies for MYCN-amplified NB patients. Together our data indicate that MYCN facilitates a high-energetic metabolic phenotype in NB, pointing to the possibility that tumors with elevated MYCN signaling have a greater ability than the nonamplified tumors to use different metabolic strategies during tumor progression, depending on microenvironmental and intratumoral nutrient availability and level of metabolic stresses (Jose et al., 2011) . Our work highlights several pathways as critical for the aggressive clinical behavior of MYCN-amplified NB tumors. This information can be used to further investigate the importance of these regulatory metabolic networks for MYCN-amplified NB cell survival and as a basis for the development of novel therapies.
Limitations of the Study
In this study, we performed in vitro experiments using the CPT1C inhibitors etomoxir and teglicar, whereas the in vivo experiments were limited to etomoxir. As mentioned in the discussion, etomoxir was discontinued from clinical trials due to toxicity and has, at higher concentrations than we employed, unspecific targets such as complex I of the electron transport chain. Future in vivo studies with additional CPT1C inhibitors, including teglicar, remain to be performed. Notably, the neuroblastoma cell lines used in our xenograft experiments are highly aggressive and develop tumors rapidly, allowing for a very short therapeutic window of only 7-8 days. Therefore, it may be of importance to use the transgenic TH-MYCN mouse neuroblastoma model in future experiments.
METHODS
All methods can be found in the accompanying Transparent Methods supplemental file.
SUPPLEMENTAL INFORMATION
Supplemental Information can be found online at https://doi.org/10.1016/j.isci.2019.10.020. 
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ROS detoxification enzymes
Glutathione reductase GSR GSR 2.58e-12 (high worse)
Glutathione peroxidase 1 GPX1 ns . Extracellular Acidification Rate (ECAR) was measured using a Seahorse Extracellular Flux Analyzer XFe96. Glycolysis is defined by the ECAR measured after addition of 10 mM glucose minus the basal ECAR. Glycolytic capacity is the maximal ECAR measured in response to addition of 1 µM oligomycin (ATP synthase inhibitor) minus the non-glycolytic acidification. The difference between glycolytic capacity and glycolysis is defined as the glycolytic reserve. (B) Illustration of the principle of the XF Cell Mito Stress assay (adapted from Agilent Seahorse XF technology). ATP production is defined as the difference between the basal OCR and the OCR after addition of 1 µM oligomycin. The maximal respiration consists of the OCR measured in response to addition of 2 µM FCCP. The reserve capacity is the difference between maximal respiration and basal OCR. (C) Quantification of OCR in BE(2)sh MYCN ON cells, the same data as used in Figure 4A . (D) Quantification of OCR in Kelly shMYCN and Tet-21/N cells as indicated. FA = fatty acids, GLC = glucose, GLN = glutamine. All data is presented as the mean ± SD of three independent experiments, with *, **, ***, **** indicating p<0.05, p<0.01, p<0.001 and p<0.0001, respectively. The contribution of glucose and glutamine towards TCA-cycle metabolites was measured by metabolic tracing using U-13 C 6 -glucose and U-13 C 5 -glutamine. Comparison of mass isotopologue distributions (MID) of aconitate (A), malate (B), glutamine (C, D), glutamate (E), and lactate (F). The carbon tracing was performed in BE(2)sh MYCN ON, BE(2)sh MYCN OFF, Tet-21/N ON, Tet-21/N OFF, and SK-N-BE(2) cells after five days of MYCN inhibition by doxycycline or 10058-F4. MI of labeled carbons as indicated (M0-M6). All data is presented as mean ± SD, with *, **, ***, **** indicating p<0.05, p<0.01, p<0.001 and p<0.0001, respectively.
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